[Abstract] Evidence of the involvement of tryptophan and its metabolite, kynurenine, in various biological processes including cancer is constantly expanding. Analysis of cell extracts and culture media can allow for quick snapshots of the metabolic fluctuations occurring in vitro.
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[Abstract] Evidence of the involvement of tryptophan and its metabolite, kynurenine, in various biological processes including cancer is constantly expanding. Analysis of cell extracts and culture media can allow for quick snapshots of the metabolic fluctuations occurring in vitro.
Here, we describe a method for metabolite extraction from mammalian cells and analysis of extracted metabolites and cell culture media by HPLC with detection using an ultra-sensitive diode array detector. 
Materials and Reagents

Notes
This method can be modified for compatibility with liquid chromatography-mass spectrometry by using a mobile phase consisting of 10 mM ammonium formate (pH 6.4), containing 2.7% acetonitrile. Other chromatographic conditions remain unchanged. If desired, a known quantity of 3-nitro-L-tyrosine can be added to samples prior to extraction for use as an internal standard.
Recipes
1. 50% methanol / 50% 3 mM PIPES -3 mM EDTA (pH 7.4) a. Prepare 3 mM PIPES-3 mM EDTA (pH 7.4) (for 500 ml).
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Mix 0.453 g PIPES and 0.438 g EDTA in 400 ml of sterile water (HPLC grade). After the solution becomes completely dissolved, complete to 500 ml with sterile water.
Filter the solution.
b. Mix the above with 500 ml of Methanol (HPLC grade).
c. Degas and store at 4 °C. 
